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IN SITU ANTIGEN-GENERATING CANCER
VACCINE

RELATED APPLICATIONS

This application 1s a continuation of U.S. Ser. No. 14/123,

615, which 1s a national stage application, filed under 35
U.S.C. § 371, of PCT International Application No. PCT/

U S2012/O40687 filed Jun. 4, 2012, which claims the benefit
of priority to U.S. Prowswnal Apphcatlon No. 61/493,398,
filed Jun. 3, 2011, the contents of each of which are
incorporated herein by reference 1n their entireties.

FIELD OF THE INVENTION

The mvention relates generally to the field of cancer
vaccines.

BACKGROUND OF THE INVENTION

Cancer accounts for approximately 13% of all human
deaths worldwide each year. Existing dendritic cell-based
therapeutic strategies are largely based on ex vivo manipu-
lation of dendrtic cells to generate large numbers of cells for
activation with cancer antigen isolated from a biopsy of a
patient’s tumor. Because these ex vivo techniques are inva-
sive and expensive, there 1s a pressing need to develop
dendritic cell-based cancer vaccine strategies that are not
dependent on surgical biopsies and ex vivo manipulation of
cells.

SUMMARY OF THE

INVENTION

The mvention represents a significant breakthrough in the
treatment of cancer in that tumor antigens for vaccination
are generated without having to take a biopsy from the
patient, process the tumor cells ex vivo, and then vaccinate
the patient with processed tumor antigen. One can now
achieve patient-specific cancer vaccines, without needing
patient-specific manufacturing of the vaccine, via the gen-
eration ol cancer antigens in situ using a scatlold that 1s
implanted 1n the body. Live cancer cells are recruited to the
3-dimensional (3-D) vaccine scafiold following its place-
ment 1n the patient, and the scafiold 1s treated to induce
subsequent destruction of the recruited cancer cells. The
destruction and/or lysis of the cancer cells generates anti-
gens 1n situ in the scatlold.

Accordingly, the invention features a biopsy-iree method
for producing a processed (e.g., cell-dissociated) tumor
antigen in situ. For example, the tumor antigen(s) are
liberated from an intact tumor cell, associated with cell
fragments, or associated with a cell that has been altered
from 1ts naturally-occurring state. First, a porous 3-dimen-
sional scaflold 1s administered to a subject diagnosed with a
cancer. The scaflold comprises a chemoattractant of cancer
cells. Such molecules (and their amino acid (aa) and nucleic
acid (na) sequences) are well known 1n the art. For example,
the chemoattractant of cancer cells 1s a chemokine selected
from the group consisting of chemokine (C-C motif) ligand
21 (CCL-21, GenBank Accession Number: (aa)
CAG29322.1 (GI:47496599), (na) EF064765.1 (GI:
117606581), imncorporated herein by reference), chemokine
(C-C motif) ligand 19 (CCL-19, GenBank Accession Num-
ber: (aa) CAG33149.1 (GI:48145853), (na) NM_006274.2
(G1:22165424), incorporated herein by reference), stromal
cell-derived factor-1 (SDF-1, GenBank Accession Number,
(aa) ABC69270.1 (GI:85067619), (na) E09669.1 (GI:
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incorporated herein by reference), vascular

endothelial growth factor (e.g., VEGFA; GenBank Acces-
sion Number: (aa) AAA35789.1 (GI:181971), (na)
NM_001171630.1 (G1:2841724°72), incorporated herein by
reference), and interleukin-4 (IL-4, GenBank Accession
Number: (aa) AAH70123.1 (GI:471233677), incorporated
herein by reference).

The scaflold 1s maintained in situ for a time period
suflicient to accumulate circulating cancer cells, thereby
yielding a cancer cell-containing scatfold. Finally, the cell-
containing scatlold 1s contacted with a cytotoxic or cytolytic
clement to produce a processed tumor antigen. A cytotoxic
or cytolytic element 1s a composition and/or condition that
causes death or lysis, respectively, of a cell. For example, the
cell 1s a cancer cell. The patient to be treated comprises a
cancer that 1s characterized by circulating tumor cells, e.g.,
metastatic tumor cells. For example, the subject 1s diagnosed
with a metastatic cancer condition or a blood-borne cancer
or cancer ol the circulatory system, e.g., leukemia. The
cytotoxic or cytolytic element comprises a heat-conducting
composition such as gold particles and/or the application of
external heat, ultrasound, laser radiation, or gamma radia-
tion. For example, cytotoxicity or cytolysis of a cancer cell
1s induced by applying a condition (e.g., an energy source
such as those described above) to a cell-containing scafiold
that also contains a heat-conducting composition. Suitable
types of laser radiation include ultraviolet or near mirared
laser radiation.

Exemplary scafiold compositions are described in U.S.
2008-0044900 A1l (incorporated herein by reference). Suit-
able scaflolds include polylactic acid, polyglycolic acid,
co-polymers of polylactic acid and polyglycolic acid (e.g.,
PLGA polymers), alginates and alginate derivatives, gelatin,
collagen, fibrin, hyaluronic acid, laminin rich gels, agarose,
natural and synthetic polysaccharides, polyamino acids,
polypeptides, polyesters, polyanhydrides, polyphosphaz-
ines, poly(vinyl alcohols), poly(alkylene oxides), poly(ally-
lamines)(PAM), poly(acrylates), modified styrene polymers,
pluronic polyols, polyoxamers, poly(uronic acids), poly
(vinylpyrrolidone) and copolymers or grait copolymers of
any of the above. One preferred scaflold composition
includes an RGD-modified alginate.

The scaffold composition is between 0.01 mm” and 100
mm”. For example, the scaffold composition is between 1
mm- and 75 mm>, between 5 mm> and 50 mm°, between 10
mm> and 25 mm°. Preferably, the scaffold composition is
between 1 mm”® and 10 mm” in size.

The porosity of the scaflold influences ingress/egress of
the cells from the device. Pores are nanoporous, micropo-
rous, or macroporous. The porous polymer device contains
aligned and/or interconnected pores to facilitate movement
of cells into and out of the device. For example, immune
cells such as DCs are recruited into the device, pick up
antigen, e.g., antigen that has been liberated from cancer
cells that have been attracted to the device, and then migrate
out of the device via the interconnected pores to leave the
device and go to other sites in the body such as draining
lymph nodes. For example, the diameter of nanopores are
less than about 10 nm; micropores are in the range of about
100 nm-20 um 1n diameter; and, macropores are greater than
about 20 um (preferably greater than about 100 um, 200 um,
300 um and even greater than about 400 um). In one
example, the scatlold 1s macroporous with aligned or inter-
connected pores of about 400-500 um in diameter.

Optionally, the scaflold further comprises a hyperthermia-
inducing composition. Suitable hyperthermia-inducing com-
positions include a magnetic nanoparticle or a near ifrared

22026296),
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(NIR) absorbing nanoparticle. In some cases, the nanopar-
ticle 1s magnetic, and the method further comprises contact-
ing the magnetic nanoparticle with an alternative magnetic
fiecld (AMF) to induce local hyperthermia in situ, thereby
altering or disrupting the cancer cell and producing a pro-
cessed tumor antigen. In another example, the method
turther comprises contacting the NIR nanoparticle with NIR
radiation to induce local hyperthermia 1n situ, thereby alter-
ing or disrupting the cancer cell and producing a processed
tumor antigen. Hyperthermia is characterized by a local
temperature of greater than 37 degrees Celsius. For example,
the temperature of the device 1s temporarily heated to 40, 45,
50, 60, 70, 75, 80, 85, 90, 95 or more degrees.

The si1ze of the particles 1s tailored to the scaflolds of the
invention. For example, the nanoparticle comprises a diam-
cter of less than 200 nm, e.g., a diameter of greater than 2
nm and less than 150 nm, ¢.g., a diameter of 5-100 nm, e.g.,
a diameter of 10-50 nm. Exemplary particles are less than 45
nm, ¢.g., 40 nm, or less than 15 nm, e.g., 13 nm. A suitable
NIR nanoparticle includes a gold nanorod, gold nanoshell,
s1lica nanoparticle, gold nanocage, noble metal nanoparticle,
carbon nanotube, carbon nanoparticle, and graphite nano-
particle.

The methods described herein are usetul 1n the treatment
of cancer in a mammal. The mammal can be, e.g., any
mammal, e.g., a human, a primate, a mouse, a rat, a dog, a
cat, a horse, as well as livestock or animals grown for food
consumption, e.g., cattle, sheep, pigs, chickens, and goats. In
a preferred embodiment, the mammal 1s a human.

The ivention also provides a tumor antigen-processing
device comprising a porous polymer, a chemoattractant for
cancer cells, and a cell-altering or cell-destroying (e.g.,
cytotoxic or cytolytic) composition or element such as a
hyperthermia-inducing particle. A hyperthermia-inducing,
nanoparticle 1s one that heats the cells within the scaflold to
a cell-destructive temperature upon the application of an
external energy source. For example, the energy source 1s a
form of radiation such as heat, AMF or NIR.

An exemplary device comprises an immune cell (e.g.,
DC) recruitment composition such as granulocyte macro-
phage colony-stimulating factor (GM-CSF). In one
example, the chemoattractant, cytoxicity- or cytolysis-com-
position, and immune cell recruitment composition are
interspersed throughout the porous polymer. In another
example, the porous polymer comprises a first zone com-
prising the chemoattractant and cytoxicity-inducing or
cytolysis-inducing composition and a second zone compris-
ing the immune cell recruitment composition. In the latter
example, the zones are layered or constructed with a core-
shell architecture, whereby the first zone 1s configured as a
core and the second zone 1s configured as a shell. Exemplary
cytotoxicity-inducing (or cytolysis-inducing) compositions
are described above, e.g., hyperthermia-inducing particles.

As used herein, an “isolated” or “purified” nucleotide or
polypeptide (e.g., a chemoattractant, cytokine, or chemokine
nucleotide or polypeptide) i1s substantially free of other
nucleotides and polypeptides. Purified nucleotides and poly-
peptides are also free of cellular material or other chemicals
when chemically synthesized. Purified compounds are at
least 60% by weight (dry weight) the compound of interest.
Preferably, the preparation 1s at least 75%, more preferably
at least 90%, and most preferably at least 99%, by weight the
compound of interest. For example, a purified nucleotides

and polypeptides, e.g., a chemoattractant, cytokine, or
chemokine 1s one that 1s at least 90%, 91%, 92%, 93%, 94%,
95%, 98%, 99%, or 100% (w/w) of the desired oligosac-

charide by weight. Purity 1s measured by any appropriate
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standard method, for example, by column chromatography,
thin layer chromatography, or high-performance liquid chro-
matography (HPLC) analysis. The nucleotides and polypep-
tides are purified and used 1n a number of products for
consumption by humans as well as amimals, such as com-
panion animals (dogs, cats) as well as livestock (bovine,
equine, ovine, caprine, or porcine animals, as well as poul-
try). “Purified” also defines a degree of sterility that 1s safe
for administration to a human subject, e.g., lacking infec-
tious or toxic agents.

Similarly, by “substantially pure” 1s meant a nucleotide or
polypeptide that has been separated from the components
that naturally accompany 1it. Typically, the nucleotides and
polypeptides are substantially pure when they are at least
60%, 70%, 80%, 90%, 95%, or even 99%, by weight, free
from the proteins and naturally-occurring organic molecules
with they are naturally associated.

Small molecules include, but are not limited to, peptides,
peptidomimetics (e.g., peptoids), amino acids, amino acid
analogs, polynucleotides, polynucleotide analogs, nucleo-
tides, nucleotide analogs, organic and inorganic compounds
(including heterorganic and organometallic compounds)
having a molecular weight less than about 5,000 grams per
mole, organic or morganic compounds having a molecular
weilght less than about 2,000 grams per mole, organic or
inorganic compounds having a molecular weight less than
about 1,000 grams per mole, organic or inorganic com-
pounds having a molecular weight less than about 500 grams
per mole, and salts, esters, and other pharmaceutically
acceptable forms of such compounds.

By the terms “effective amount” and “therapeutically
cllective amount” of a formulation or formulation compo-
nent 1s meant a suflicient amount of the formulation or
component to provide the desired eflect. For example, “an
ellective amount” of a chemoattractant of cancer cells 1s an
amount ol a compound required to mediate an accumulation
of two or more cancer cells 1n the scaflold device prior to
application of a cell-altering or cell-destroying stimulus.
Ultimately, the attending physician or veterinarian decides
the appropriate amount and dosage regimen.

The terms “treating” and “treatment” as used herein refer
to the administration of an agent or formulation to a clini-
cally symptomatic individual afilicted with an adverse con-
dition, disorder, or disease, so as to eflect a reduction 1n
severity and/or frequency of symptoms, eliminate the symp-
toms and/or their underlying cause, and/or {facilitate
improvement or remediation of damage. The terms “pre-
venting” and “prevention” refer to the administration of an
agent or composition to a clinically asymptomatic individual
who 1s susceptible or predisposed to a particular adverse
condition, disorder, or disease, and thus relates to the pre-
vention of the occurrence of symptoms and/or their under-
lying cause.

The transitional term “comprising,” which 1s synonymous
with “including,” “contaiming,” or “characterized by,” 1s
inclusive or open-ended and does not exclude additional,
unrecited elements or method steps. By contrast, the tran-
sitional phrase “consisting of”” excludes any element, step, or
ingredient not specified 1n the claim. The transitional phrase
“consisting essentially of”” limits the scope of a claim to the
specified materials or steps and permits those that do not
materially affect the basic and novel characteristic(s) of the
claimed 1nvention.

Other features and advantages of the invention will be
apparent from the following description of the preferred
embodiments thereot, and from the claims. Unless otherwise
defined, all technical and scientific terms used herein have
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the same meaning as commonly understood by one of
ordinary skill in the art to which this mvention belongs.
Although methods and materials similar or equivalent to
those described herein can be used 1n the practice or testing
ol the present invention, suitable methods and materials are
described below. All publications, patent applications, pat-
ents, Genbank/NCBI accession numbers, and other refer-
ences mentioned herein are incorporated by reference in
their entirety. In the case of contlict, the present specifica-
tion, including definitions, will control. In addition, the
materials, methods, and examples are illustrative only and
not intended to be limiting.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1 1s a diagram of recruitment of peripheral dendritic
cells (DCs) to the scaflold, loading of recruited DCs with
cancer antigen, and DC maturation (induced by danger
signals) such as CpG oligodeoxynucleotides (CpG-ODN)/

poly(ethyleneimine) (PEI), e.g., PEI-condensed CpG ODN.

FI1G. 2 1s a diagram of circulating endogenous cancer cells
being recruited to the vaccine scaflold following implanta-
tion 1n the patient, subsequent destruction of the recruited
cancer cells leading to liberation of tumor antigens in situ 1n
the scaflold, and DC activation/loading with liberated tumor
antigen.

FIG. 3 1s a bar graph showing migration of leukemia cells
in response to a gradient of CCL-21.

FIG. 4 1s a bar graph showing 1 vivo recruitment of
leukemic cells to blank and loaded scafiolds.

FIG. 5 1s a photograph of explanted scaflolds retrieved
from mice showing fluorescent-nano particle (NP)-labeled
leukemic cells that were recruited into the scaflold by
CCL-21.

FIG. 6A 1s a photograph of a scaflold 1n which gold
nanorods (GNRs) were incorporated in poly(lactide and
glycolide) (PLG) macroporous scaflold (GNR-PLG scat-
fold).

FIG. 6B 1s a photomicrograph illustrating a microscopic
view ol the macroporous scatlold structure. The bar scale in
the lower left-hand corner 1s 200 um.

FIG. 6C 1s a photomicrograph showing gold nanorods
(GNRs) coated with poly(ethylene glycol) (PEG).

FIG. 7A 1s a line graph showing the intrinsic maximum
absorption of GNRs incorporated in the PLG scaffold.

FIG. 7B 1s a photomicrograph of a thermal image of a
GNR-PLG scatiold after irradiation with 808 nm continuous
diode laser.

FIG. 8A 15 a line graph demonstrating the temperature of
GNR-PLG scaflolds after application of a different laser
power.

FIG. 8B 1s a line graph demonstrating that repetitive near
inirared (NIR) 1rradiation allowed multiple hyperthermia 1n
the same GNR-PLG scafiold.

FIG. 9 1s a photomicrograph of a thermal image of a
GNR-PLG scatiold physically attached to a half blank PLG
scaflold and 1rradiated with 808 nm laser.

FIG. 10A 1s a photograph of a single PLG scaflold
composed of a GNR-1ncorporated core.

FIG. 10B 1s a photograph of a thermal image of a single
PLG scaflold composed of a GNR-1ncorporated core.

FIG. 10C 1s a photomicrograph showing the well-inter-
connected pore structure of a PLG scaflold.

FIG. 11A 1s a bar chart illustrating heat shock protein
(HSP) levels of cancer cell cultures after heat shock in 43°
C.
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FIG. 11B 1s a bar chart demonstrating in vitro DC
activation by heat-shocked lysate and freeze-thaw lysate.

FIG. 12A 1s an 1illustration of cells (leukemic cells) 1n a
GNR-PLG scaflold and irradiated with a laser (808 nm).

FIG. 12B 1s a bar chart showing the level of HSP70 1n
cancer cells after exposure to various temperatures.

FIG. 12C 1s a photograph of a western blot showing that
24 hour incubation after irradiation at 435° C. generated the
highest HSP levels.

FIG. 13 1s a bar chart representing the relative cell
population 1n a GNR-PLG scaflold with activated DC cell
surtace markers after NIR 1rradiation at 45° C.

FIG. 14A 1s a photograph of a thermal image of an NIR
irradiated GNR-PLG scatiold seeded with leukemic cells.

FIG. 14B 1s a bar chart showing leukemic cell viability 1n
a GNR-PLG scaflold after application of NIR irradiation.

FIG. 15A 1s a photograph of a thermal image of an NIR
irradiated GNR-PLG scafiold seeded with leukemic cells
subcutaneously implanted 1n a C357BL/6J mouse.

FIG. 15B 1s a bar graph of a bar chart showing 1n vivo
leukemic cell viability in a GNR-PLG scaflold after appli-
cation of NIR 1rradiation.

FIGS. 16 A-B are bar graphs showing DC recruitment and
activation.

FIGS. 17A-B are bar graphs showing draiming lymph
node cell number and DC activation 1n draining lymph node
tissue.

FIGS. 18 A-D are bar graphs showing DC recruitment and
activation 1mn PLG vaccine using laser irradiation.

FIG. 19 1s a bar graph showing DC activation with
heat-shocked cancer cell lysate compared to Ireeze/thaw
cancer cell lysate.

FIGS. 20A-B are scatter plots, and FIGS. 20C-D are bar
graphs showing DC responsiveness to lipopolysaccharide
(LPS).

FIG. 21A 1s a photograph of an antigen-generating cancer
vaccine device with a core-shell architecture.

FIG. 21B 1s a bar graph showing the Young’s modulus
characteristics of an antigen-generating cancer vaccine with
monophasic, layered, and core-shell architecture.

FIG. 21C 1s a series of photographs of an antigen-
generating cancer vaccine scaflold device. The top panel
shows the results of FLIR thermal imaging (thermography)
of the device, and the bottom panel shows the results of
visible 1imaging (photography).

DETAILED DESCRIPTION

Three dimensional (3D) scaflolds provide a temporary
residence for dendnitic cells (DCs) and eflectively regulate
host DC traflicking and activation 1n situ, while simultane-
ously preventing upregulation of the tolerizing arm of the
immune system, and provide therapeutic protection against
cancer. For example, m the cancer vaccine systems
described herein, implantation of macroporous poly(lactide
and glycolide) (PLG) scaflolds loaded with chemoattractant
(GM-CSF) of DCs, cancer antigens (tumor lysates), and
danger signals (CpG oligonucleotide) resulted 1n recruit-
ment of peripheral DCs to the scaflold, loading of recruited
DCs with cancer antigen, and their maturation by danger
signals (FI1G. 1). The antigen-presenting mature DCs moved
to lyvmph nodes and generated potent cytotoxic T lympho-
cyte (CTL) responses. In this manner, this vaccine system
triggered a strong anticancer immune response, which
allowed the eradication of the cancer. One such system
utilizes a tumor biopsy from the patient to be treated to
generate the antigen, which requires ex vivo manipulation
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and processing of tumor tissue. In addition, this system
requires that each vaccine be manufactured for the specific
individual to be treated (using the tumor lysate from that
same patient). The methods of the present invention repre-
sent an 1improvement of the heretofore-described system.

As described herein, a patient-specific anti-tumor immune
response and a reduction i tumor burden i1s achieved,
without patient-specific manufacturing of the wvaccine.
Instead, cancer antigens are generated in situ 1n a polymeric
scaflold that was implanted 1n the body. Live cancer cells
present 1n the circulatory system of the subject are recruited
to the vaccine scatlold following 1ts placement 1n the patient,
and the subsequent destruction of the recruited cancer cells
generates antigens 1n situ 1n the scafiold (FIG. 2).
Recruitment of Circulating Cancer Cells to scatfolds

Suitable cancers to be treated 1n this manner are those 1n
which there are circulating primary or metastatic cancer
cells 1n the blood stream. These cells are characterized by
migratory properties 1 response to gradients of specific
chemokines. Thus, circulating cancer cells are recruited to
implanted scaffolds in which specific chemokines have been
incorporated.

Circulating cancer cells: metastatic cancer cells 1n various

cancers, leukemic cells.

Chemoattractant of cancer cells: various chemokines
depending on cancer type. (e.g., CCL-21, CCL-19,
SDEF-1, VEGE, IL-4 etc.).

3D scaflolds: various types of 3D scaflolds designed to
have pores and to load chemokines including biode-
gradable porous polymer, porous inorganic materials,
assembled nanoparticles, nanotubes, nanorods, etc.

Destruction of the Recruited Cancer Cells by External
Stimul1 on Scatiolds

As described below, 1n addition to recruitment of cancer
cells to scaflolds, various external stimuli are used to kill the
cancer cells after they are recruited in order to generate
lysates containing cancer antigens in situ. External stimuli
applicable to implanted scaflolds to kill the recruited cancer
cells.

External Heating

Ultrasound

Laser 1rradiation: UV, Near infrared laser

Gamma 1rradiation

Nanoparticle (NP)-mediated hyperthermia

Alternative magnetic field (AMF) for scatlold loaded with
magnetic nanoparticles.

Near infrared (NIR) 1rradiation for scatfold loaded with
NIR absorbing nanoparticles (e.g., gold nanorods, gold
nanoshells, gold nanocages, other noble metal nanoparticles,
carbon nanotubes, carbon nanoparticles, graphite, etc.)
Separating the Manipulation of Recruited DCs and Cancer
Cells

Sometimes 1t 1s desirable to separate the recruited DCs
and cancer cells so the signals used to kill the cancer cells
do not negatively impact the DC functions. As described
below, this segregation 1s accomplished via control over the
temporal order of recruitment of each cell type, or a spatial
segregation of the cells that allows application of external
stimuli to a specific region of scaflold.

Temporal Control of the Order of Cell Recruitment

Rather than recruiting all cells simultaneously, cancer
cells are first recruited and destroyed to generate a lysate.
Subsequently, cancer cells recruit DCs to the site of the
cancer antigens without damaging DCs by external stimuli.
For this purpose, it 1s possible to control of the release
profiles from scaflolds of different chemoattractants to DCs
and cancer cells. For example, different composition of
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polymers with diflerent degradation profiles and/or different
molecular aflinities to each chemokine are used i1n the
preparation of a polymer vaccine scaffold to control release
profiles.

Spatial Control of Scaflolds to Allow Applying External
Stimuli to Specific Region of Scaflold

Scaflolds are also compartmentalized such that only cer-
tain compartments are aflected by the external stimuli to
specifically kill the cancer cells residing 1n those compart-
ments, thereby allowing for the maintenance of intact and
functional DCs in other compartments. For this purpose,
various structural modifications of scaflolds are utilized. In
the case of nanoparticle (NP)-mediated hyperthermia for
killing of cancer cells, NPs are incorporated in specific
regions of the scaflolds, which allows specific hyperthermia
in the NP-region and has a trivial hyperthermic effect to
other regions where DCs are recruited.

In Situ Antigen-Generating Cancer Vaccine

Immunotherapy with protein drugs (e.g., cytokines and
monoclonal antibodies) 1s one approach for cancer manage-
ment. Therapeutic cancer vaccines, another form of 1mmu-
notherapy, represent another approach to treat cancer. Can-
cer vaccines are designed to invoke strong anti-tumor
immune activity, and the induction of antigen-specific cyto-
toxic (CD8+) T lymphocytes (CTLs) 1s a critical aspect of
their function. Activated CD8+ T cells kill tumor cells upon
recognition of specific labels (antigens) present on tumor
cells, and this recognition 1s dependent on binding of the
label to a T cell receptor (TCR) specific to that antigen.
Dendritic cells (DCs) are the most important antigen pre-
senting cells (APCs), and play a key role in mitiating CTL
responses.

Prior to the invention described herein, the first DC-based
therapeutic cancer vaccine, known as Provenge, was
approved by the Food and Drug Administration. This break-
through 1n cancer therapy demonstrated that the stimulation
of a patient’s own 1 mmune system to fight cancer. However,
this therapy 1s based on ex vivo manipulation of DCs in
order to generate large numbers of these cells, and to activate
the cells with cancer antigen, and thus suflers from a high
cost and significant regulatory burden. In addition, tumors
were not eradicated with this therapy, and the increase in
patient survival time has been limited to 4 months. While
this breakthrough may have a major impact on cancer
treatment, 1t also highlights the need to make further prog-
ress on the DC-based cancer vaccine strategy, and to bypass
its dependency on ex vivo manipulation.

Developments in material science have led to new bio-
materials and the applications of materials 1n a wide range
of biomedical applications, including diagnostics, cancer
therapy, and tissue regeneration. In particular, nanoparticles
and macroscopic, three-dimensional biomaterials have sig-
nificant potential in many clinical applications. As described
herein, because of their nanosize and easy surface modifi-
cation, targeting ol nanoparticles to various tissues, includ-
ing tumors and lymph nodes 1s exploited to deliver imaging
or therapeutic modalities. 3-D macroscale biomaterials,
especially porous scatlolds, have been extensively explored
for applications involving the controlled release of growth
factors, cell delivery, and tissue regeneration. These mate-
rials create microenvironments that allow the fate of resident
cells to be modulated, typically via control over the physical
properties and presentation of cell signaling molecules from
the walls of the materials. These 3-D macroscale materials
and nanoparticles are useful 1n the development of vaccines
in the context of cancer, particularly via the targeting and
programming ol specific immune cell populations.

"y
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As described 1 the examples below, porous polymer
matrices that provide a temporary residence for DCs eflec-
tively regulate host DC tratlicking and activation 1n situ,
while simultaneously preventing upregulation of the toler-
izing arm of the immune system, and provide therapeutlc
protection against cancer. Macroporous PLG scaflolds
incorporating 1) GM-CSF to recruit DCs, 1) CpG/PEI com-
plex to mature the DCs, and 111) tumor lysate to provide a
mixture ol cancer antigens were developed for this purpose.
Upon subcutaneous implantation, GM-CSF was released
and established a gradient 1n the surrounding tissue to recruit
significant numbers of host DCs. The presentation of CpG/
PEI complex from the polymer to the recruited DCs
increased the maturation of DCs 1n the scaflolds and their
[LN-homing. These scaflolds induced strong specific CTL
responses to melanoma 1n a prophylactic model, with a 90%
survival rate as well as in therapeutic models of melanoma
and glioblastoma with over a 50% survival rate after vac-
cinations. This system recruited various DC subsets, includ-
ing significant numbers of plasmacytoid DCs (pDCs) and
CD8+ DCs, which are very important in antigen cross
presentation, and the numbers of these DC subsets strongly
correlated with the vaccine eflicacy. This vaccine also
diminished the local concentrations of tolerogenic cytokines
(e.g., IL-10, TGF-p), and numbers of T regulatory cells,
suggesting that a key aspect of 1ts success related to its
ability to down-regulate tolerance. These eflects were only
found when the polymer had the physu:al form of a mac-
roporous scatlold, as the vaccine effectiveness was signifi-
cantly dimmlshed when polymer microspheres were used
instead to provide a sustained, localized release of the
bioactive agents, without providing a residence for the
recruited cells. This result indicates that creating a microen-
vironment 1n which host environmental cues are minimized,
and exogenous maturation factors are highly concentrated, 1s
a key to reprogram immune responses in situations such as
cancer where there exist significant, pathology-associated
tolerizing cues.

However, a limitation in this system 1s that 1t requires a
tumor biopsy from patients and ex vivo manipulation and
processing to generate cancer antigens. A system to generate
cancer antigens in situ in the scaflold implanted in the body
without biopsy or any ex vivo manipulation of cells repre-
sents an 1mprovement over earlier systems. To make a
patient-specific cancer vaccine, an improved scatlold system
was developed in which cancer cells are recruited to a 3D
vaccine scaflold and the alteration or destruction of those

recruited cancer cells generates cell lysates 1n situ in the
scaflold.

Example 1: In Situ Antigen-Generating Cancer
Vaccine by Recruiting Cancer Cells and Subsequent
Destruction of the Recruited Cancer Cells by
External Stimuli

Described below are examples of gold nanorod-loaded
cancer vaccine scatlolds to recruit leukemic cells and their
subsequent destruction via NIR 1rradiation-mediated hyper-
thermia to generate cancer antigen coupled with heat shock
protein. To demonstrate the scaflolds are capable of recruit-
ing cancer cells, mouse leukemic cells (C1498) were tested

in transwell assay using CCL-21 as the chemoattractant.
C1498 showed strong migration to the gradients of CCL-21
(FIG. 3).

Example 2: In Vivo Recruitment of Leukemic Cells

In vivo recruitment of leukemic cells was characterized
using GFP-expressing leukemic cells. PLG scaffolds with-
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out any chemokines (Blank), loaded with GM-CSF (G), and
loaded with GM-CSF and CCL-21(G+C) were implanted to
C57BL/6] mice subcutaneously and GFP-leukemic cells
were 1njected 1nto blood via tail vein injection at Day 4. The
scallolds were retrieved at Day 6 and the cells 1n scafiolds

were 1solated and analyzed in FACS (FIG. 4). In addition,

the scaflolds retrieved from mice 1njected with fluorescent-
NP-labeled leukemic cells were imaged under fluorescent
imaging instrument (Xenogel) (FIG. 5). Both results pre-
sented that CCL-21 released from scaflold increased the

recruitment of leukemic cells 1n the animal.

Example 3: Hyperthermia-Mediated Antigen
(Generation

To achieve hyperthermia-mediated antigen generation
from recruited cancer cells, gold nanorods (GNRs) were
incorporated 1n PLG macroporous scatlold (GNR-PLG scat-
told) during the fabrication step (FIG. 6). GNR-PLG scat-
fold had 250-440 um pores and GNRs were incorporated
over the whole scaflold, resulting in dark color in the
resulting PL.G scaflold. The surface of GNRs were modified
with poly(ethylene glycol) (PEG) to remove the toxicity
from original surfactants (cetyltrimethylammonium bro-
mide) used 1 GNR-fabrication step which 1s known as toxic
agents to the cells.

GNRs incorporated in PLG scaflold showed intrinsic
maximum absorption at ~810 nm with maximum intensity,
which 1s desirable for in vivo irradiation due to minimum
absorption by tissue and water 1n that range of wavelength
(FIG. 7A). Upon trradiation with 808 nm continuous diode
laser, the temperature of GNR-PLG scaflold was increased
to 40° C. (FIG. 7B) from room temperature.

As described below, the temperature of GNR-PLG scat-
tolds were controlled 1n the range from room temperature up
to ~70° C. by applying different power of laser (FIG. 8A).
By contrast, blank scaflold without incorporation of GNRs
showed 1nsignificant change 1n temperature upon irradiation
with even highest power that was applied to GNR-PLG
scallold, representing the NIR-mediated hyperthermia could
be induced specifically i GNR- mcorporated scailold.
Optionally, multiple antigen generation 1s used to elicit a
strong 1mmune activation. The repetitive NIR irradiation
allowed multiple hyperthermia in same GNR-PLG scatiold
without decrease of the targeting temperature by using same
laser power (FIG. 8B).

Example 4: GNR Absorption of NIR Light

Local hyperthermia for GNR-1ncorporated region of PLG

scatllold was possible due to the absorption of NIR light by
GNRs 1 specific area of PLG scatiold. A halt GNR-PLG

scaflold and a half blank PLG scafiold were physically
attached and irradiated with 808 nm laser with large beam
s1ze to cover whole scaflold, resulting 1n specific heating 1n
only GNR-PLG scaflold side (FIG. 9). This configuration
represents a scaflold with different compartments, 1.e., one
for cancer cells and one for DCs that can be implanted. Only
the compartment for cancer cells 1s heated, while the one for
DCs remains intact (unheated) to allow normal DC function.

Example 5: A PLG Scaflold with a
GNR-Incorporated Core and a Normal Shell

A single PLG scaflold composed of GNR-incorporated
core part and normal shell part (FIG. 10A) was fabricated for
cancer-specific heating (FIG. 10B). This single PLG scatiold
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with different compartment and well-interconnected pore
structure (FIG. 10C) allows the eflicient cancer antigen

uptake by DC after hyperthermia (FIG. 10C).

Example 6: Heat-Shocked Cancer Cells

To test 1 heat-shock can induce more immunogenic
antigens due to adjuvant eflect of HSP produced from
heat-shocked cancer cells, HSP levels of cancer cell cultures
were analyzed after heat shock 1n 43° C. water bath (FIG.

11A). Higher HSP70, a representative HSP, were obtained

both the cell lysate and cell culture media 1n heat-shocked
condition compared with freeze-thaw method, the common
lysate generating method. In vitro DC-activation by heat-
shocked lysate and freeze-thaw lysate showed that heat-

shocked lysate have higher DC-activating property due to
higher HSPs (FIG. 11B).

Example 7: NIR-Irradiation to Induce HSPs from
Cancer Cells

To test 1t NIR-irradiation on GNR-PLG scaftold can

induce HSPs from cancer cells residing 1n scaflold, leukemic
cells were seeded 1n GNR-PLG scaflold and subsequently
irradiated with 808 nm laser (FIG. 12A). The wvarious
temperatures by irradiation were tested for to evaluate
HSP70 levels, representing that irradiating to 45° C. resulted

maximum HSP70 level (FIG. 12B). In addition, Western
blot data showed that 24 hour incubation after irradiation at

45° C. generated highest HSPs.

Example 8: Activation of Dendritic Cells

In vitro DC, e.g., bone-marrow derived dendritic cells
(BMDC), activation with cell lysates from GNR-PLG scai-
fold after NIR 1rradiation at 45° C. resulted in higher
activation of DCs compared with non-irradiated cell lysates
in terms of CCR7 and CDR86, the representative cell surface
markers of activated DCs (FIG. 13), representing NIR
irradiation leads to in situ generation of highly immunogenic
cancer antigens from cancer cells residing in GNR-PLG

scaflold.

Example 9: Cancer Cell Viability after NIR
Irradiation In Vitro

In vitro cancer cell viability in GNR-PLG scatlold after
NIR 1rradiation was evaluated. Leukemic cells were seeded
in GNR-PLG scaflold and NIR irradiation was applied to
increase temperature to 40, 45, and 50° C., and the viability
of cells was checked with Alamar blue assay (FIG. 14).
Lower cell viability resulted from higher temperature. In
addition, a second 1rradiation resulted in even lower viability
in all conditions. These data indicate that the cancer cells

were dying due to hyperthermia caused by NIR 1rradiation
in GNR-PLG scatlold.

Example 10: Cancer Cell Viability after NIR
Irradiation 1n Vivo

To mimic 1n vivo recruitment, the GNR-PLG scaflold
seeded with leukemic cells were implanted into the tissues
of C57BL/6J mice subcutaneously, and the scaflolds were
irradiated with NIR laser to 45 and 50° C. Simailar to the 1n
vitro experiments, the cell viability was decreased 1n con-
ditions of higher temperatures (FI1G. 15), indicating that the
NIR-1rradiation induced heat-shock to the recruited cancer
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cells in GNR-PLG scaflold. Recruitment of circulating can-
cer cells into the implanted scaflold device, alteration or
destruction of the cancer cells by application of an external
force, e.g., radiation, leads to increased availability of tumor
antigens 1n the device. The increased availability of tumor
antigens 1n the device for cancer leads to an increase i DC
activation and to a more eflective cancer vaccine.

Example 11: In Vivo Irradiation of Implanted
Device Leads to Increase in DC Activation and

Number of Recruited DC’s

In vivo dendritic cell recruitment and activation using
laser irradiation were evaluated. 10° EG7.0va lymphoma
cells were loaded into GNR-PLG scafiolds with GM-CSF.
The scaflolds were implanted subcutaneously 1n C57BL/6J]
mouse. On day 3 post implantation the scaflold site was
irradiated with 808 nm NIR laser to 45° C. for 5 minutes. On
day 7 post implantation, the scaflolds were retrieved,
digested, and the cells were analyzed for the dendritic
marker (CD11c¢), and the activation marker (CD86). FIGS.
16A-B show that laser 1rradiation significantly (n=3,
p<t0.05) increases the percentage of recruited dendritic cells
(A) activates them 1n the scatlold (B).

Example 12: In Vivo Irradiation of Implanted
Device Leads to Increase in DC Activation and
Number of Activated DCs in Draining Lymph
Node

In vivo dendritic cell activation in the draining lymph
node using laser irradiation was evaluated. 10° EG7.0va
lymphoma cells were loaded 1into GNR-PLG scafiolds with
GM-CSF. The scaflolds were implanted subcutaneously 1n
the back of a C57BL/6J mouse. On day 3 post implantation
the scatlold site was irradiated with 808 nm NIR laser to 45°
C. for 5 minutes. On day 7 post implantation, the draining
lymph nodes (ingunal lymph nodes) were retrieved,
digested, and the cells were analyzed for the dendntic
marker (CD11c), and the activation marker (CD86). FIGS.
17A-B show that laser 1rradiation significantly (n=3,
p<<0.05) enlarges the draining lymph node (A), which 1s a
response alter inflammation, and increases the number of
activated dendnitic cells (B) in the lymph node. These data
indicate that recruited DCs leave the scaflold device and
migrate/relocated to draining lymph nodes (1.e., an anatomi-
cal site different from the location of the implanted device).

Example 13: Irradiation as an Additional Danger
Signal for Immune Cell Activation

In vivo dendritic cell recruitment and activation in the full

PLG vaccine using laser irradiation were evaluated. 10°
EG7.0va lymphoma cells were loaded into GNR-PLG scat-

folds with GM-CSF and condensed CpG-ODN, which
serves as the danger signal to activate DCs. The scafiolds
were implanted subcutaneously 1n C57BL/6] mouse. On day
3 post implantation the scatiold site was 1rradiated to 45° C.
for 5 minutes with 808 nm NIR laser. On day 7 post
implantation, the scatlolds were retrieved, digested, and the
cells were analyzed for the dendritic marker (CD11c¢), and
the activation marker (CD86). FIGS. 18 A-D show that laser
irradiation further increases (n=3, p<0.05) the percentage
(A) and total number (B) of recrulted DCs, and activates
them at the scaflold site (C-D). This data indicate indicates
that laser 1irradiation serves as an additional danger signal for
immune cell activation.
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Example 14: Hyperthermic Treatment of Cancer
Cells

In vitro BMDC activation with heat shock B16 cell lysate
was evaluated. 10x10°B16 melanoma cells were heat
shocked at 45° C. for 5 minutes 1n pre-warmed water bath
to prepare heat-shocked cell lysate. Conventional cell lysate

was generated using 3 cycles of freeze-thaw procedure. The
prepared lysate was incubated with 10° BMDCs for 18
hours. BMDC activation markers, MHCII and CDR6, were
analyzed using flow cytometry. Cells were gated on CD11c+
DCs. FIG. 19 shows that the lysate generated from heat
shocked cells serves as a danger signal to activate DCs,
because it 1s capable of generating more (p<0.05) activated
DCs than conventional cell lysates.

1

Example 15: Effect of Temperature on LPS
Responsiveness

High temperature induces reduced responsiveness to LPS
in BMDC in vitro. 10°%well BMDCs were heat shocked at
50° C. for 5 minutes. They were then incubated with or
without LPS, an immune adjuvant capable of upregulating
immune cell activation. Activation markers, CD86 and
MHC-II, were analyzed 1n flow cytometry. FIGS. 20 A-D
show that heat shock can abrogate the BMDCs’ capability to
respond to LPS stimulation. Thus, an alternative scaflold
structure was developed to protect recruited DCs from
irradiation.

Example 16: Device with Core-Shell Architecture

An alternative structure of GNR scaflold, a core-shell type
scallold, was engineered to avoid the direct killing of
recruited BMDCs but to allow for the heat shock of recruited
cancer cells. The mner core scafiold 1s designed to load
cancer recruiting chemokine and GNR (the color 1s dark due
to loaded GNR); the outer shell scafiold 1s loaded with only
GM-CSF to recruit DCs. Compressive testing demonstrates
that this scaflold scheme has a lower Young’s modulus than
the conventional scaffold scheme (FIGS. 21A-C). In this
design, only the cancer cells that are recruited to the mner
core scaflold are subjected to heat shock from laser 1rradia-

tion and the recruited DCs 1n outer shell scaftold avoid heat
shock.

Other Embodiments

While the mvention has been described 1n conjunction
with the detailed description thereof, the foregoing descrip-
tion 1s mtended to i1llustrate and not limit the scope of the
invention, which 1s defined by the scope of the appended
claims. Other aspects, advantages, and modifications are
within the scope of the following claims.

The patent and scientific literature referred to herein
establishes the knowledge that 1s available to those with skall
in the art. All United States patents and published or
unpublished United States patent applications cited herein
are mcorporated by reference. All published foreign patents
and patent applications cited herein are hereby incorporated
by reference. Genbank and NCBI submissions indicated by
accession number cited herein are hereby incorporated by
reference. All other published references, documents, manu-
scripts and scientific literature cited herein are hereby incor-
porated by reference.

While this mvention has been particularly shown and
described with references to preferred embodiments thereof,
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it will be understood by those skilled in the art that various
changes in form and details may be made therein without
departing from the scope of the invention encompassed by
the appended claims.

The mvention claimed 1s:
1. A biopsy-free method for producing a processed tumor
antigen 1n situ comprising,
administering to a subject having a cancer comprising
circulating tumor cells a porous 3-dimensional scatiold
that does not comprise a tumor antigen before the
scaflold 1s admimistered to the subject, said scafiold
comprising
(a) a chemoattractant for a cancer cell, wherein the
chemoattractant for the cancer cell 1s released from
the scatlold with a first release profile; and

(b) an immune cell recruttment composition, wherein
the immune cell recruitment composition 1s released
from the scaflold with a second release profile, such
that cancer cells are recruited to the scaflold prior to
recruitment of immune cells;

maintaining the scaflold i situ for a period of time
suflicient to accumulate circulating cancer cells, to
yield a cancer cell-containing scaflold; and

contacting said cancer cell-contaiming scaffold with a
cytotoxic or cytolytic element to produce a processed
tumor antigen, wherein the scaflold recruits an immune
cell to the site of the processed tumor antigen atter the
processed tumor antigen 1s produced.

2. The method of claim 1, wherein said cytotoxic element
comprises application of external heat, ultrasound, laser
radiation, or gamma radiation to said cell-containing scai-
told.

3. The method of claim 1, wherein said scaflold further
comprises a hyperthermia-inducing composition.

4. A polymer vaccine scaflold device that first recruits a
cancer cell that 1s destroyed to generate a lysate, and
subsequently recruits a dendritic cell, wherein the device
comprises

(a) a cytotoxicity-inducing composition,

(b) a chemoattractant for a cancer cell, wherein the
chemoattractant for the cancer cell 1s released from the
scatlold with a first release profile; and

(c) an immune cell recruitment composition, wherein the
immune cell recruitment composition 1s released from
the scaffold with a second release profile, such that
cancer cells are recruited to the scatlold prior to recruit-
ment ol immune cells following administration of the
device to a subject;

wherein said device does not comprise a tumor antigen
betore said device 1s administered to the subject.

5. A biopsy-iree method for producing a processed tumor
antigen 1n situ comprising adminmistering to a subject diag-
nosed with a cancer the device of claim 4, thereby producing
a processed tumor antigen 1n situ in the subject.

6. A method of treating cancer 1n a subject 1in need thereof,
comprising administering the device of claiam 4 to the
subject, thereby treating cancer 1n the subject.

7. A method of activating an immune cell 1n a subject 1n
need thereof, comprising administering the device of claim
4 to the subject and, after a period of time suilicient for the

device to accumulate circulating cancer cells, irradiating the
site of administration with a laser.

8. The method of claim 7, wherein said immune cell

comprises a dendritic cell.
9. The method of claim 7, wherein the device 1s admin-

istered by implantation into said subject.
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10. The method of claim 9, wherein said implantation
comprises subcutaneous implantation.

11. The method of claim 1, wherein the immune cell
comprises a dendritic cell.

12. The method of claim 1, wherein the chemoattractant
for a cancer cell 1s a chemokine.

13. The method of claim 12, wherein the chemoattractant
for a cancer cell 1s selected from the group consisting of
CCL-21, CCL-19, SDF-1, VEGF, and 1L.-4.

14. The method of claim 12, wherein the chemoattractant
for a cancer cell 1s CCL-21.

15. The method of claam 1, wherein the immune cell

recruitment composition comprises GM-CSF.
16. The method of claim 1, wherein the scaflold further

comprises CpG oligodeoxynucleotides (CpG-ODN).

17. The method of claim 3, wherein the hyperthermia-
inducing composition comprises a magnetic nanoparticle or
a near inirared (NIR) absorbing nanoparticle.

18. The method of claim 17, wherein the hyperthermia-
inducing composition comprises a magnetic nanoparticle,
and wherein said cytotoxic or cytolytic element comprises
an alternative magnetic field.

19. The method of claim 17, wherein the hyperthermia-
inducing composition comprises a NIR absorbing nanopar-
ticle, and wherein said cytotoxic or cytolytic element com-
prises NIR radiation.

20. The method of claim 17, wherein the hyperthermia-
inducing composition comprises a NIR absorbing nanopar-
ticle selected from the group consisting of a gold nanorod,
a gold nanoshell, a gold nanocage, a noble metal nanopar-
ticle, a carbon nanotube, a carbon nanoparticle, and a
graphite nanoparticle.

21. The method of claim 20, wherein the hyperthermia-
inducing composition comprises a gold nanorod or a gold
nanoshell.

22. The method of claim 1, wherein the scaffold com-
prises a first polymer comprising the chemoattractant, and a
second polymer comprising the immune cell recruitment
composition.

23. The method of claim 22, wherein the first polymer has
a different degradation profile than the second polymer.
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24. The method of claim 1, wherein the cancer comprises
metastatic cancer cells.

25. The method of claim 1, wherein the cancer 1s a
blood-borne cancer.

26. The method of claim 25, wherein the cancer is
leukemaa.

277. The method of claim 1, wherein the subject 1s a human
subject.

28. The device of claim 4, wherein the chemoattractant for
a cancer cell 1s a chemokine.

29. The device of claim 4, wherein the chemoattractant for
a cancer cell 1s selected from the group consisting of

CCL-21, CCL-19, SDF-1, VEGF, and IL-4.

30. The device of claim 4, wherein the chemoattractant for
a cancer cell 1s CCL-21.

31. The device of claim 4, wherein the immune cell
recruitment composition comprises GM-CSF.

32. The device of claim 4, wherein the second polymer
composition further comprises CpG oligodeoxynucleotides
(CpG-ODN).

33. The device of claim 4, wherein the cytotoxicity-
inducing composition comprises a hyperthermia-inducing
particle.

34. The device of claim 33, wherein the wherein the
hyperthermia-inducing particle comprises a magnetic nano-
particle or a near infrared (NIR) absorbing nanoparticle.

35. The device of claim 33, wherein the hyperthermia-
inducing particle comprises a NIR absorbing nanoparticle
selected from the group consisting of a gold nanorod, a gold
nanoshell, a gold nanocage, a noble metal nanoparticle, a
carbon nanotube, a carbon nanoparticle, and a graphite
nanoparticle.

36. The device of claim 33, wherein the hyperthermia-
inducing particle comprises a gold nanoparticle or a gold
nanorod.

37. The device of claim 4, wherein the device comprises
a {irst polymer comprising the chemoattractant, and a second
polymer comprising the immune cell recruitment composi-
tion.

38. The device of claim 37, wherein the first polymer has
a different degradation profile than the second polymer.
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UNITED STATES PATENT AND TRADEMARK OFFICE
CERTIFICATE OF CORRECTION

PATENT NO. : 10,406,216 B2 Page 1 of 2
APPLICATION NO. : 15/345131

DATED : September 10, 2019

INVENTOR(S) : Jaeyun Kim et al.

It is certified that error appears in the above-identified patent and that said Letters Patent is hereby corrected as shown below:

In the Claims

In Claim 32 (Column 16, Line numbers 17-19), delete “The device of claim 4, wherein the second
polymer composition further comprises CpG oligodeoxynucleotides (CpG-ODN)” and replace 1t with
“The device of claim 4, wherein the cytotoxicity-inducing composition comprises a hyperthermia-
inducing particle”.

In Claim 33 (Column 16, Line numbers 20-22), delete “The device of claim 4, wherein the
cytotoxicity-inducing composition comprises a hyperthermia-inducing particle” and replace 1t with
“The device of claim 32, wherein the hyperthermia-inducing particle comprises a magnetic
nanoparticle or a near infrared (NIR) absorbing nanoparticle”.

In Claim 34 (Column 16, Line numbers 23-235), delete “The device of claim 33, wherein the wherein
the hyperthermia-inducing particle comprises a magnetic nanoparticle or a near infrared (NIR)
absorbing nanoparticle” and replace 1t with “The device of claim 32, wherein the hyperthermia-
inducing particle comprises a NIR absorbing nanoparticle selected from the group consisting of a gold
nanorod, a gold nanoshell, a gold nanocage, a noble metal nanoparticle, a carbon nanotube, a carbon
nanoparticle, and a graphite nanoparticle”.

In Claim 35 (Column 16, Line numbers 26-31), delete “The device of claim 33, wherein the
hyperthermia-inducing particle comprises a NIR absorbing nanoparticle selected from the group
consisting of a gold nanorod, a gold nanoshell, a gold nanocage, a noble metal nanoparticle, a carbon
nanotube, a carbon nanoparticle, and a graphite nanoparticle” and replace 1t with “The device of claim
32, wherein the hyperthermia-inducing particle comprises a gold nanoparticle or a gold nanorod”.

In Claim 36 (Column 16, Line numbers 32-34), delete “The device of claim 33, wherein the

hyperthermia-inducing particle comprises a gold nanoparticle or a gold nanorod” and replace it with
“The device of claim 4, wherein the device comprises a first polymer comprising the chemoattractant,
and a second polymer comprising the immune cell recruitment composition”.

Signed and Sealed this
Eighteenth Day of February, 2020

Andrei Iancu
Director of the United States Patent and Trademark Office



CERTIFICATE OF CORRECTION (continued) Page 2 of 2
U.S. Pat. No. 10,406,216 B2

In Claim 37 (Column 16, Line numbers 35-38), delete “The device of claim 4, wherein the device

comprises a first polymer comprising the chemoattractant, and a second polymer comprising the
immune cell recruitment composition” and replace 1t with “The device of claim 36, wherein the first
polymer has a different degradation protile than the second polymer”.

In Claim 38 (Column 16, Line numbers 39-40), delete “The device of claim 37, wherein the first
polymer has a different degradation profile than the second polymer.” and replace 1t with *““The

device of claim 36, wherein the second polymer turther comprises CpG oligodeoxynucleotides
(CpG-ODN)”.
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